Abstract: A series of (28) 1-alkyl-3-methacryloyl (acryloyl)-benzimidazolone (thione) deriv-atives were synthesized. The structures of the new derivatives were confirmed by 1 H-NMR,
Introduction
With the widespread use of antibiotics, the emergence of resistant bacteria has become a great threat to public health [1] . Although there are many approaches to limit the spread of resistant bacteria, the development of new antibiotics is undoubtedly a fundamental solution [2] . It is regretful that the number of newly approved antibiotics continues to decline, and the majority of compounds under different stages are improved variants of marketed antibiotics [3] . Finding good initial lead compounds and
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progressing compounds into the clinic has proven difficult owing to bottlenecks in the discovery pipeline [4] . Benzimidazolone derivatives have been found to exhibit anti-HIV [5] , antitrichinellosis [6] , antinociceptive [7] , antitumor activities [8] , and other pharmacological activities [9] [10] [11] [12] . For instance, it has been reported in recent literature that benzimidazolone bearing a sugar or piperidine residue on the aromatic nitrogen effectively inhibits the growth of bacteria [13, 14] .
In previous studies, we synthesized a series of 1-acyl-3-isopropenyl-benzimidazol-2-ones, in which several derivatives of aromatic and α, β-unsaturated carboxylic acids showed strong activities against Botrytis cinerea, a plant pathogenic fungus that causes an important disease affecting vegetables and fruits [15] . In further investigation, their antibacterial activities against several strains of bacteria were assessed by broth micro-dilution method. The results showed that only 1-methacryloyl-3-isopropenylbenzimidazol-2-one exhibited extraordinary antibacterial activity, whereas other derivatives only showed minor or even no inhibition. A structure-activity relationship (SAR) study revealed that the presence of α, β-unsaturated carbonyl moiety is essential to the antibacterial activities of these derivatives. To better understand the SAR, a series of (28) 1-alkyl-3-methacryloyl (acryloyl)-benzimidazolone (thione) derivatives were synthesized and their antibacterial activities were evaluated herein.
Results and Discussion

Synthesis of 1-Alkyl-3-methacryloyl (Acryloyl)-benzimidazolone (Thione)
For the synthesis of the title compounds, the reaction sequences outlined in Scheme 1 were followed, starting from 2(3H)-benzimidazolone (thione) (1), which was prepared by the reaction of O-phenylenediamine and urea or thiourea. Compound 1 was reacted with corresponding alkylhalide to obtain 1-alkyl-2(3H)-benzimidazolone (thione) (2) , and the title compounds were then obtained by the reaction of 1-alkyl-2(3H)-benzimidazolone (thione) with corresponding acid chloride, which was prepared by the reaction of the carboxylic acids with thionyl chloride [16] . The chemical structures of the compounds have been elucidated by 1 H-NMR, 13 C-NMR and ESI-HRMS spectral analysis. Scheme 1. Synthetic route of the title compounds.
Antibacterial Activities
Antibacterial activities of the title compounds against standard bacterial strains were evaluated by the method of paper disc-diffusion, and the results are listed in Table 1 . MICs of 1-alkyl-3-meth-acryloyl-benzimidazolone (thione) derivatives against tested bacterial strains were evaluated by the broth micro-dilution method, and the results are listed in Table 2 . 
All values are means of three replicates; "-" means invisible "+" means eyeable, "++" means clear, "+++" means transparent. (Dose: 5 μg/disc). As shown in Table 1 , except for benzyl (3aI 7 and 3bI 7 ), most other alkyl derivatives of methacryloyl benzimidazolone (thione) (3aI 1~3 aI 6 and 3bI 1~3 bI 6 ) showed extraordinary antibacterial activity against both gram-positive and gram-negative bacteria, whereas acryloyl derivatives exhibited weak or even no active against tested bacteria. This suggests that the presence of α, β-unsaturated carbonyl is essential to the antibacterial activities, and the methyl group substituted at α-position is also important. The loss of activity of benzyl derivatives (3aI 7 and 3bI 7 ) may be due to the steric hindrance of benzene ring. In Table 2 , the activities of pentyl derivatives (3aI 5 and 3bI 5 ) decreased dramatically compared to those of other alkylated derivatives, which implies that a longer carbon chain is not favorable to the activity. Obviously, the introduction of different alkyl groups to the N 1 -position of the moiety of benzimidazolone had various affect on the activity, and 2-4 carbon substitutions may be more favorable for promoting the antibacterial activity as compared with much larger substitution groups at the same position. The antibacterial activities of 2-hydroxyl and 2-hydrosulfuryl benzimidazoles were almost identical, which indicates that these two groups had similar biological effects. These results have encouraged us to start further investigations into novel benzimidazolone (thione) derivatives as antibacterial agents and this will be reported in due course.
Experimental Section
General Experimental Procedures
Melting points were measured on a WPR apparatus and are uncorrected (Shanghai Jingke Co., China). The 1 H-NMR (500 MHz), and 13 C-NMR (125 MHz) were obtained on a Bruker AM-500 FT-NMR spectrometer with CDCl 3 as the solvent and TMS as the internal standard. MS were recorded under ESI conditions using an APEX II FT-ICR mass spectrometer (Bruker Daltonics Inc.). Analytical thin layer chromatography (TLC) was carried out on precoated plates (silica gel), and spots were visualized with H 2 SO 4 /EtOH.
Synthetic Procedures
To a solution of 1 (1 mmol) in methanol (10 mL) were added potassium carbonate (0.21 g, 1.5 mmol) and alkylhalide (1 mmol), and the mixture was refluxed for 4 h. The reaction was cooled and evaporated to dryness in vacuum. The residue was dissolved in 10 mL of water and 20 mL of ethyl acetate, and then stirred for 10 min. The organic layer was separated and washed with water followed by brine. The aqueous layer was extracted twice with ethyl acetate. The combined organic layers were dried over Na 2 SO 4 , concentrated under vacuum and the crude product was purified by flash chromatography on silica gel.
General Procedures for
With nitrogen protection, to a solution of 2 (1 mmol) in anhydrous dichloromethane (10 mL) was added triethylamine (0.3 mL, 2.1 mmol). Carboxylic chloride (1 mmol) in dichloromethane (2 mL) was added in an ice-water bath, and the mixture was stirred for 5 h at room temperature. Saturated NaHCO 3 solution (10 mL) was added, and the mixture was extracted by dichloromethane (3 × 15 mL). The organic extracts were combined, washed with water and saturated NaCl solution in that order, dried over Na 2 SO 4 , and finally concentrated under vacuum. After purification on a silica gel column, target compounds were obtained. in the agar plates. Standard ampicillin (5 μg/disc) paper disc (diameter, 6 mm) was used as positive controls. The plates were allowed to stand for 1 h at 4 °C for diffusion to take place and then incubated at 37 °C for 24 h. The diameter of inhibition zone around each disc was measured and recorded at the end of the incubation period. Experiments were repeated triplicate and the average values are reported here.
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Minimum Inhibitory Concentrations (MICs)
MICs of compounds 3a(b)I 1-6 against five strains of bacteria were evaluated by the broth mciro-dilution method in 96-well plates [18] . The inoculum was prepared by suspending several colonies from an overnight culture of test bacteria from 0.5% sheep blood agar media in Müller-Hinton broth, and a adjusting to a 0.5 McFarland standard (approximately 1.5 × 10 8 colony-forming units per mL). A further dilution of 1:200 was made by placing 0.25 mL of the adjusted suspension into 49.75 mL of Müller-Hinton broth. The compounds were firstly dissolved in DMSO at the concentration of 10 mg/mL, and it was diluted ten-fold with sterile water to give the stock solution. Two-fold serial dilutions of the tested compounds were prepared in Müller-Hinton broth. Then the dilutions and inoculated suspension of the bacteria were delivered to wells of a 96-well plate at the ratio of 1:1. The final concentration of inoculum in each well was 3.7 × 10 5 colony-forming units per mL. After incubation for 24 h at 30 °C, the MICs were read. Experiments were repeated in triplicate and standard ampicillin was used as the positive control.
Conclusions
In summary, 28 new 1-alkyl-3-methacryloyl (acryloyl) derivatives of benzimidazolone (thione) (3a(b)I 1-7~3 a(b)II 1-7 ) were synthesized and evaluated for their antibacterial activities against five standard bacterial strains in vitro. The bioassay of these analogues showed that all synthesized N 3 -methacryloyl-derivatives of benzimidazolone (thione) exhibited stronger active against tested bacterial strains, whereas the acryloyl-derivatives were weaker or inactive against tested bacterial strains. The data suggest that the substitutions of N 3 have a notable influence on the antibacterial activity of the title compounds. In addition, 2-4 carbon substitutions may be more favorable for promoting the antibacterial activity as compared with much larger substitution groups at the N 1 position. These results have encouraged us to start further investigations into novel benzimidazolone (thione) derivatives as antibacterial agents and this will be reported in due course.
